Fig. S1. A siRNA targeted to a different region of Lin28 (Lin28 siRNAb) also reduced ES cell proliferation. (a) Mouse ES cells were transfected with Control siRNA or Lin28 siRNAb. Twentyfour hours later, total cellular RNAs were extracted, and mRNA levels determined by RT-qPCR. Relative mRNA levels were plotted after normalization against gapdh mRNA. (b) Mouse ES cells were transfected with Control siRNA (lane 1) or Lin28 siRNAb. Cellular proteins were extracted 48 h after transfection and Lin28 protein levels analyzed by Western blot. Upper panel, Western blot using a Lin28-specific antibody. Bottom panel, Western blot of the same membrane using an antibody specific for mouse beta-actin. The Lin28 protein level in lane 2 was quantitated as 37% of that in lane 1 using Bio-Rad Quantity One 4.4.0 software. (c) Mouse ES cells were transfected with Control siRNA or Lin28 siRNAb. Forty-eight hours later, cell numbers counted using a hemacytometer. Each bar represents mean ± SD (n=3~4).
In panel a, suppression of Lin28 led to a modest but consistent increase in the population of ES cells in S-phase (66.9% ± 0.34 with Lin28 siRNA-transfected vs 62.64% ± 0.12 with control siRNAtransfected cells) that was accompanied by a proportionately decreased population in G2/M phases (7.69% ± 0.27 with Lin28 siRNA-transfected vs 13.32% ± 0.26 with control siRNA-transfected cells). In panel b, elevated expression of Lin28 resulted in a decreased population of ES cells in S phase (51.98% ± 0.2 with Flag-Lin28-transfected vs 55.95% ± 0.6 with vector-transfected cells) that was accompanied by a proportionately increased population in the G2/M phases (21.45% ± 0.97 with Flag-Lin28-transfected vs 18.27% ± 0.41 with vector-transfected cells). It is important to note that cell cycle patterns differ somewhat between cells transfected with control siRNA (a) and vector (b). This is due to a relatively higher non-specific cytotoxicity we have found to be associated with plasmid DNA transfection (data not shown). In addition, we also observed cell cycle pattern differences between transfected and untransfected cells, most likely due to the non-specific cytotoxicity of lipofectamine used in the transfection. Therefore, the percentages between panels a and b in this figure cannot be compared directly. Only the comparison between Control siRNA and Lin28 siRNA or between Vector and Flag-Lin28 transfected cells is relevant.
